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The leaf economics spectrum has given us a fundamental
understanding of the species variations in leaf variables. Across
plant species, tight correlations among leaf mass per area
(LMA), mass-based nitrogen (Nm) and photosynthetic rate
(Am) and leaf lifespan have been well known as trade-offs
in leaf carbon economy. However, the regional or biome-
level correlations may not be necessary to correspond with
the global-scale analysis. Here, we show that almost all leaf
variables in overwintering evergreen oaks in Japan were
relatively well included within the evergreen-broadleaved trees
in worldwide temperate forests, but Nm was more consistent
with that in deciduous broadleaved trees. Contrary to the
universal correlations, the correlation between Am and Nm
among the evergreen oaks was negative and the correlation
between Am and LMA disappeared. The unique performance
was due to specific nitrogen allocation within leaves, i.e.
the evergreen oaks with later leaf maturation had lower
Nm but higher nitrogen allocation to photosynthetic enzymes
within leaves, to enhance carbon gain against the delayed leaf
maturation and the shortened photosynthetic period due to
cold winters. Our data demonstrate that correlations between
leaf variables in a local scale are occasionally different from
averaged global-scale datasets, because of the constraints in
each biome.
2016 The Authors. Published by the Royal Society under the terms of the Creative Commons
Attribution License http://creativecommons.org/licenses/by/4.0/, which permits unrestricted
use, provided the original author and source are credited.
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Figure 1. General trade-offs regarding leaf carbon economy (a) and schematics of the leafmaturationprocess in current-year leaves (b,c).
Panel (a) shows the generally recognized trade-offs in carbon economy. LMA is the leaf mass per area, Nm is the mass-based nitrogen
within the leaves, Am is themass-based assimilation rate, PNUE is the nitrogen-based assimilation rate and LLS is the leaf lifespan. Panel
(b) shows the calendar dates of leaf-bud break (DOYB), cessation of leaf expansion (DOYLE), cessation of LMA increase (DOYLMA), cessation
of chlorophyll (Chl) accumulation (DOYChl) and the number of days from DOYB to DOYLE, DOYLMA and DOYChl (MPLE, MPLMA and MPChl,
respectively). Panel (c) shows thedeterminationofDOYLE, DOYLMA andDOYChl. A logistic regression curve is fitted to the seasonal variations
in each parameter.
1. Introduction
Since the 1980s, it has been recognized that leaf lifespan (LLS) is one of the most important characteristics
for determining plant strategies related to carbon and nitrogen (N) use, and the coordinated relationships
among LLS, leaf morphology and physiology have been extensively examined [1–4]. From a global
survey, Wright et al. [5] showed that the ecophysiological variables form a spectrum of correlated
traits, called the ‘leaf economics spectrum’ [5], which has recently been used in global vegetation
modelling [6,7]. A theoretical study has explained the trade-offs between leaf traits from a cost-benefit
perspective [8]. Leaves with a thick lamina generally have a low photosynthetic capacity and a long
LLS because a long payback time for the high construction cost is required in terms of carbon economy
(figure 1a).
Photosynthetic activity is lower in the winter, particularly at high latitudes [9] and high altitudes
[10,11]. Therefore, in overwintering evergreen trees, the photosynthetically active period is shortened
because of the cold winter [12,13], and these trees must enhance their desiccation tolerance via
adaptations such as effective leaf osmotic adjustment during the winter season [14,15]. However, these
trees have an advantage in that their photosynthesis can quickly restart immediately after the onset of
the following spring [9]. The current-year leaves can make a substantial contribution to the total carbon
gain in woody plants with a long LLS because the second-year leaves suffer from extensively reduced
ribulose-1,5-bisphosphate carboxylase/oxgenage (Rubisco) activity [13] and self-shading owing to dense
canopy [16]. However, the flushing of new leaves in overwintering evergreen trees generally occurs later
than in winter-deciduous trees, probably to avoid damage by late spring frost [17–19]. Furthermore, in
woody plants with a short LLS, including winter-deciduous trees, the photosynthetic capacity peaks
around the time of full leaf expansion (LE) [20–23]. By contrast, evergreen trees generally have thick
laminae and their photosynthetic capacity gradually develops over a month following the cessation of
LE, resulting in a prolonged maturation period [21,24]. Therefore, the late leaf flushing and the prolonged
leaf maturation period should shorten the photosynthetically active period in the current-year leaves




of overwintering evergreen woody plants growing in warm-temperate forests, particularly near the
latitudinal or altitudinal limit, where minimum temperature drops below zero in the mid-winter.
We examined how overwintering evergreen oaks in Japan compensate for the reduced carbon gain
resulting from late leaf maturation and a shortened photosynthetic period in the current-year leaves.
We addressed three possible hypotheses regarding the adaptive mechanism involved: hypothesis 1,
hastening the timing of leaf-bud break and the full expansion of leaves; hypothesis 2, enhancing
photosynthetic efficiency through leaf physiology; and hypothesis 3, increasing the total leaf area per
shoot in shoot morphology. In this study, we report that the adaptive mechanisms in overwintering
Japanese oaks mainly support hypothesis 2. We demonstrated that the universally accepted coordination
among LLS, leaf physiology and morphology is partially cancelled out by specific constraints (late
leaf maturation and overwintering). We compare the obtained data with global leaf trait relationships
and show that the correlations between leaf variables in the regional or biome-level do not necessarily
correspond with the global-scale analysis. Furthermore, we discuss the implications of the specific leaf
characteristics of overwintering oaks in Japan.
2. Results and discussion
The study site is located almost at the northern limit of evergreen oaks in Japan. To understand
the mechanisms in overwintering evergreen oaks, we selected adult trees of four evergreen species,
Quercus gilva Blume, Quercus glauca Thunb., Quercus acuta Thunb. and Quercus salicina Blume, and as
a comparison, of a winter-deciduous species, Quercus serrata Murray. We examined the leaf maturation
process of the current-year leaves with respect to leaf size, leaf mass per area (LMA) and chlorophyll
(Chl) accumulation for 1 year (figure 1b,c).
First, we evaluate hypothesis 1, related to leaf phenology. The calendar date of leaf-bud break (DOYB)
varied by approximately two months among species (electronic supplementary material, figure S1). From
the earliest DOYB (1 April) to the latest (28 May), the order of bud break among the studied species was as
follows: evergreen Q. gilva, deciduous Q. serrata, evergreen Q. glauca, evergreen Q. acuta and evergreen
Q. salicina. Among the evergreen oaks, the DOYB values were significantly negatively correlated with
the LMA and leaf maturation periods (electronic supplementary material, table S1), indicating that early
bud break contributes to developing a thicker and harder lamina. The evergreen Q. gilva, which had the
earliest bud break, had the highest LMA and required 49 days and 96 days from leaf-bud break until
the cessations of LE and LMA increase, respectively. In the other evergreens, the maturation periods
required for LE and LMA were 19–33 days and 43–75 days, respectively (electronic supplementary
material, table S2). As a result, the dates of completion for LE (DOYLE) and LMA increase (DOYLMA)
in the evergreen Q. gilva were the second latest, indicating that the hastened leaf-bud break did not
necessarily extend the photosynthetically active period in current-year leaves.
Second, we evaluate hypothesis 2, related to leaf physiology. Among the four evergreen oaks,
mass-based N (Nm) was negatively correlated with DOYLE and DOYLMA, whereas both mass-based
assimilation rates (Am) and N-based assimilation rates (i.e. photosynthetic nitrogen use efficiency;
PNUE) were positively correlated (figure 2). Consequently, evergreens with later leaf maturation dates
had a lower leaf N content but higher mass-based and N-based photosynthetic abilities. The completion
of LE and LMA increase in the winter-deciduous oak occurred on relatively early dates (before summer),
whereas that in evergreens was later (in summer). LMA and LLS are key parameters for leaf economy [5].
However, LMA (figure 3a,d) and LLS (figure 3b,e) were not correlated with Am and PNUE in evergreen
oaks in Japan. Nm tended to be positively correlated with Am and PNUE across all oaks (r= 0.72 and
0.48, respectively) (figure 3c,f ), whereas Nmwas negatively correlated with Am and PNUE across the
evergreens (r=−0.97 and −0.99, respectively). These results indicate that overwintering Japanese oaks
have a particular use for N in their leaf physiology. Overall, our results support hypothesis 2, i.e. the
evergreen oaks with later leaf maturation have a lower total leaf N content, but a higher fraction of this
N is allocated to photosynthetic apparatus (i.e. high Am and PNUE) than evergreen oaks with earlier leaf
maturation, contributing to the enhanced carbon gain during the shortened growing season.
Third, we evaluate hypothesis 3, related to shoot morphology. An increased leaf area per shoot may
overcome the shortage of carbon gain at the shoot level. However, in this study, the current-year leaf
area per shoot and total leaf area per shoot were not correlated with leaf phenology (DOYB, DOYLE and
DOYLMA), photosynthetic capacity (Am and PNUE), LLS or LMA (electronic supplementary material,
table S1). Therefore, the shoot structure (hypothesis 3) is unlikely to contribute to the compensation for
the shortened growing period in the current-year leaves.
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Figure 2. Relationships of leaf physiology with the dates of full leaf expansion (DOYLE) and of the developmental completion of the leaf
mass per unit area (DOYLMA). (a,b) Mass-based nitrogen content (Nm). (c,d) Mass-based photosynthetic capacity (Am). (e,f ) Nitrogen-
based photosynthetic capacity (PNUE). The data are shown for four evergreen (filled symbols) and a deciduous (open symbol) oak species.
Evergreens with later leaf maturation had a lower leaf N content but a higher photosynthetic capacity. Note the log–log scale. The values
of rA and rE represent Pearson’s correlation coefficients among all of the species and among evergreen species, respectively (**p< 0.01,
*p< 0.05, ***p< 0.15). The black and red lines represent regressions with p< 0.15 (as a marginally significant level) among all of the
oak species and among the evergreen oak species, respectively. The bars represent±1 s.d. (n= 7).
In order to evaluate whether the leaf variables in the overwintering oaks in Japan are included
within the global-scale variations and whether the correlations between leaf variables correspond with
the global-scale correlations, the leaf variables obtained in the evergreen oaks are compared with data
from the worldwide database GLOPNET [5] (figure 4). The values of Am, PNUE, LMA and LLS were
not significantly different between the evergreen oaks in Japan and evergreen-broadleaved trees in
temperate forests worldwide (Tukey–Kramer HSD test; Am; p= 0.10, PNUE; p= 0.98, LMA; p= 0.83,
LLS; p= 0.27). By contrast, the value of Nm in the evergreen oaks were significantly higher than those in
evergreens in temperate forests (Tukey–Kramer HSD test; p= 0.002) and were not significantly different
from deciduous broadleaved trees in temperate forests (Tukey–Kramer HSD test; p= 0.70), indicating
that high Nm is a particular characteristic of the overwintering evergreen oaks in Japan. The high Nm
will allow these trees to increase not only photosynthetic apparatus but also cell walls and anti-herbivore
defence, contributing to their high LMA and long LLS. Across plant species worldwide, Nm is positively
correlated with Am, and LLS and LMA are negatively correlated with Am and Nm. However, these
correlations were not found among the evergreen oaks in Japan (figure 4; electronic supplementary
material, table S1), indicating their particular strategy for N use within leaves. The globally positive
correlation between Nm and Am was entirely inverted in the overwintering evergreen oaks in Japan.
Although Nm is often positively correlated with PNUE at the local scale [25], no clear correlation between
PNUE and Nm was found at the global scale. As a possible reason for this pattern, our data suggest that
N allocation within the lamina is variously adjusted by constraints within each biome. We hypothesize
that the differences between the local and global scales are owing to differences in nitrogen allocation
within leaves to overcome the constraints specific to each biome.
Our results indicate that the photosynthetically active period in the current-year leaves was limited
not only by the late leaf flushing but also by the prolonged leaf maturation period, indicating a particular
































LMA (g m–2) LLS (month) Nm (%)














(d) (e) ( f )
Figure 3. Relationships among the leaf mass per unit area (LMA), leaf lifespan (LLS), and leaf physiology. (a–c) Relationships between
the mass-based photosynthetic capacity (Am) and the LMA, LLS and leaf mass-based nitrogen (Nm), respectively. (d–f ) Relationships
between the nitrogen-based photosynthetic capacity (PNUE) and the LMA, LLS and leaf mass-based nitrogen (Nm), respectively. The
data are shown for four evergreen (filled symbols) and a deciduous (open symbol) oak species. Note the log–log scale. The values of
rA and rE represent Pearson’s correlation coefficients among all of the species and among evergreen species, respectively (**p< 0.01,
*p< 0.05, ***p< 0.15). The black and red lines represent regressions with p< 0.15 (as a marginally significant level) among all of
the oak species and among the evergreen oak species, respectively. The blue dashed lines represent regressions among the data in the
GLOPNET dataset. The bars represent±1 s.d. (n= 7).
constraint for overwintering evergreens. To overcome this constraint in terms of carbon gain, Japanese
oaks mainly adjust their leaf physiology (i.e. hypothesis 2), particularly with respect to N allocation
within the lamina. Consequently, across Japanese overwintering oaks, the correlations among Nm,
Am and PNUE exhibited the opposite relationships to the general global trends. Such an extreme
phenomenon is rare; however, in a narrow biome, these correlations among leaf traits are occasionally
weakened or otherwise altered from those in other biomes [26–29], indicating that there are occasionally
biome-specific constraints. Such specific constraints are due to climate factors, such as temperature,
drought and solar radiation [5], available nutrients in the soil [30,31] and biogeography [32]. Although
worldwide meta-analysis is a useful tool, it should be noted that such biome-specific constraints can in
some cases be hidden by averaging processes. N allocation within lamina will be controlled by these
constraints, and as a result, the correlation between Nm and PNUE may be less visible in the GLOPNET
dataset (figure 4). Local-scale relationships can differ from large-scale relationships. This study shows
that constraints at the local scale result in varying trade-off correlations regarding carbon economy, even
in physiological processes. Recently, a similar phenomenon was reported in a Mediterranean evergreen
oak, Quercus ilex L. [33]. Therefore, thick lamina accompanied with delayed maturation may be a key
factor for mediating local-specific leaf functional variations. Oaks have generally thick lamina, even in
winter-deciduous trees [34,35]. More study for oak trees in the world is needed for understanding the
correlations between worldwide leaf economics and local-specific leaf variations.
Among the overwintering evergreen oaks in Japan with a long LLS, the canopy leaves with a
longer leaf maturation period had an earlier leaf-bud-break date, higher LMA, higher area-based N and
chlorophyll content and higher area-based maximum assimilation rates than those with a shorter leaf
maturation period, indicating that LMA was not correlated with LLS (electronic supplementary material,
table S1). Therefore, early leaf-bud break contributed to enhance area-based carbon gain with a thick
lamina (i.e. high LMA). In this study, LMA was more dependent on the carbon gain of single leaves
than on LLS (electronic supplementary material, table S1). The number of examined trees in a species
was limited in this study, because we examined physiological characteristics in the sun leaves of adult
trees. However, the standard variations in this study were comparable with the published data in five
adult trees of an evergreen oak (Quercus myrsinifolia) growing at this arboretum [13], indicating that our
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Figure 4. Relationships among leafmorphology, leaf physiology and leaf lifespan in overwintering oaks in this study and in the GLOPNET
dataset. (a) Bivariate relationships (log10 transformed) between the light-saturated photosynthetic rates based on leaf dry mass (Am,
nmol g−1 s−1) and based on leaf nitrogen (PNUE,µmol mol−1 s−1), the leaf nitrogen content based on leaf dry mass (Nm, %), the leaf
dry mass per area (LMA, g m−2), and the leaf lifespan (LLS, month) in the GLOPNET dataset. The light-blue filled circles and light-green
open circles show data for evergreen and deciduous broad-leaves species in temperate forests in the GLOPNET dataset, respectively. The
grey circles show other data in the dataset. Solid and dashed lines represent regressions with p< 0.05 and p≥ 0.05 among evergreen
oak species in this study, respectively. (b,c) Diagrams of correlations between the major parameters in the GLOPNET dataset (b) and
overwintering evergreen oaks in Japan (c). The black and red arrows represent positive and negative correlations, respectively. The solid
and dashed arrows represent strong and weak correlations, respectively. The correlations of Am, PNUE and LMA with Nmfor the GLOPNET
dataset are markedly different from those for the overwintering evergreen oaks in Japan, as shown by bold arrows in panel (c).
data will be representative in each tree species. Furthermore, note that the photosynthetic rates during
the second year is conspicuously reduced by self-shading due to their dense canopy [16] and reduced
Rubisco activity [13]. In the examined evergreen oaks, even when all canopy leaves are exposed to high
light, the annual total carbon gain of the 1 year old shoots reached 19–59% of that of the current-year
shoots (electronic supplementary material, table S3), because of the reduced photosynthetic capacities
and defoliation (electronic supplementary material, figure S2). The fact indicates that a long LLS is not as
contributing to the total carbon gain in individual leaves of evergreen oaks, because the self-shading
severely reduces irradiance on the old-leaves surface. Therefore, the amounts of carbon gain in the
current-year leaves before winter are critical for the total carbon gain in a single leaf and in a shoot even
in the top-canopy shoots, because of the dense crowns. Substantial N was reserved within shaded (old)
leaves and was trans-allocated to new leaves during leaf flushing [16]. LLS may thus be more dependent
on N cycling within shoots than on LMA and the carbon gain in the shoots in overwintering Japanese
oaks. Overall, our results show that the leaf variables have evolved strongly due to the affect of regional
or biome-level constraints.
3. Material and methods
3.1. Plant materials
The study was conducted at an arboretum of the Forestry and Forest Products Research Institute (FFPRI)
in Ibaraki Prefecture, Eastern Japan (36°00′ N, 140°08′ E, 20 m above sea level). The arboretum was
established on a logged natural pine forest in 1978. Trees have never been fertilized in the arboretum.
The annual mean precipitation is approximately 1300 mm, and the annual mean air temperature is
approximately 14°C, with the highest temperature in August (approximately 35°C) and the lowest in
January (approximately −7°C). From mid-December to early April in the winter, the mean daily air




temperature is often below 5°C. We studied four evergreen oaks and a deciduous oak, which are common
in the warm-temperate forests of Japan [36,37]. The study site is located near the northern limits of these
evergreen oaks in Japan, whereas the range limit of the deciduous oak Q. serrata is farther north. We
selected one or two planted individuals per species at sunny places along a path for the study. All trees
were about 20 to 25 years old, and the heights and diameters at breast height were 10–15 m and 20–30
cm, respectively. All of the measurements were conducted on leaves from fully sun-exposed branches on
the south side of the crown exposed to open light at approximately 4 m high. A rolling scaffold tower
was used to access the sunlit canopies.
3.2. Leaf development observations
Leaf phenological observation began on 1 April 2004, and was continued every 1–3 days from the date
of bud break until full LE. The schematic of the determination of leaf phenology is shown in figure 1b,c;
DOY indicates the calendar date as counted from 1 January, and MP represents the day period from the
day of leaf-bud break until the day of completion of leaf expansion, and LMA and Chl content increases.
The day of leaf-bud break (DOYB) was determined when approximately 80% of the bud scales came off
and the leaves began to emerge and unfold. After the bud break, we selected three sunlit branches for
each species. The lengths of all of the new leaves in the branches were measured every one to two weeks
until the cessation of LE (n= 16–43). In all of the examined oak species, almost all of the leaves in a shoot
flushed simultaneously within a short period. To examine the increases in Chl and LMA during leaf
development, we simultaneously collected seven current-year leaves from adjacent branches. The Chl
contents per unit leaf area (n= 7) were measured using a chlorophyll meter (SPAD 502, Minolta, Tokyo,
Japan) that was calibrated with the acetone extraction method for each species [38]. To determine the
LMA (n= 7), leaf discs were cut with a borer from the collected lamina and the discs were dried at 70°C
for 3 days and weighed. Following full LE, these measurements were continued every one to two months
until the measured values were seasonally stable. In the timing of leaf physiological and morphological
maturation, the three variables; leaf area, Chl and LMA were determined as follows. Logistic curves were
fitted to seasonal variations in the leaf area, Chl and LMA. From the logistic curves, the completion dates
of leaf maturation were determined when the leaf length reached 99% of the maximum and the Chl and
LMA reached 95% of their maxima [24], called DOYLE, DOYChl and DOYLMA, respectively (figure 1c).
In each parameter, the maturation periods were calculated as the day periods from DOYB to DOYLE,
DOYChl and DOYLMA, called MPLE, MPChl and MPLMA, respectively (figure 1b).
3.3. Physiological measurements following full leaf expansion
We selected five sunlit shoots. For the examined variables, the abbreviation and unit are shown
in the electronic supplementary material, table S4 and the mean and 1 s.d. are shown in the
electronic supplementary material, table S2. The seasonal variations in the leaf-area-based maximum
photosynthetic rate (Aa) were periodically measured between 9.00 and 14.00 on sunny days from May
2001 to April 2002 using an open-flow, portable measurement system (LI-6400, LI-COR, Lincoln, NE).
In the summer seasons, the measurements of Aa were conducted between 9.00 and 11.00 to avoid the
midday depression of photosynthesis. These measurements were conducted on a current-year leaf and
a 1 year old leaf in each shoot. To measure the Chl content and LMA, we collected leaf discs from seven
current-year leaves and seven 1 year old leaves of the adjacent shoots. After measurement of the LMA,
the leaf nitrogen (N) content was measured using an NC analyser (NC-800, Sumigraph, Sumitomo-
Kagaku, Osaka). The mass-based and the area-based N within the lamina (Nm and Na, respectively)
and the mass-based and the N-based maximum photosynthetic rates (Am and PNUE, respectively)
were determined.
3.4. Leaf lifespan
The LLS was determined by a census from 2000 to 2002 of 10 sunlit shoots for each species. The fates
of point-paint-marked leaves were followed every two months for 2 years. The LLS was calculated
according to Ackerly & Bazzaz [39].
3.5. Shoot morphology
We examined shoot morphology to evaluate the potential carbon gain at the shoot level. The mean leaf
area of individual leaves was randomly determined from more than 88 leaves collected from each species.




The total leaf area in the current-year leaves (TLA0) and that in all of the leaves (TLAall) were determined
based on the multiple of the numbers of leaves in each shoot (n= 10) and the mean leaf area. As an index
of leaf allocation, the ratio of the total leaf area to the branch length in the current-year shoot (TLA0.BL)
was examined.
3.6. Statistics and curve fitting
The significant variations among species studied were tested with ANOVA in each variable, and the
significant differences in each species were compared with Tukey–Kramer HSD test (p< 0.05; electronic
supplementary material, table S2). Pearson’s correlation analysis was used to test the relationships
between the pairs of traits (electronic supplementary material, table S1). The parameters were log10
transformed. As parameters for analysis, we used Aa, Am, PNUE, Chl, Na, Nm and LMA when
photosynthetic rates reached the seasonal peaks. Differences in Am, PNUE, Nm, LMA and LLS between
three groups, i.e. evergreen oaks in this study, evergreen and deciduous broadleaved species in temperate
forest in the GLOPNET dataset, were tested by ANOVA followed by a Tukey–Kramer HSD test (p< 0.05).
Statistical analysis and curve fitting were performed using the statistical software R (R Development Core
Team 2010).
Data accessibility. To compare the leaf traits between Japanese evergreen oaks and worldwide trees, the GLOPNET
dataset is archived in the electronic supplementary material in [5] (doi:10.1038/nature02403) and is available at www.
nature.com/nature/journal/v428/n6985/suppinfo/nature02403.html.
Authors’ contributions. H.H. and A.I. prepared the research plan, conducted the research and wrote the manuscript.
J.Y. wrote the manuscript.
Competing interests. We have no competing interests.
Funding. This study was supported by grants-in-aid from the Japan Society for the Promotion of Science (nos. 21780161
to H.H.; 24370009, 15K00625 and 15K14746, 16H02708, 16H05787, 16K07526 to A.I.; and 22255004, 22370010, 26257405
and 15H04420 to J.Y.).
Acknowledgements. Special thanks to K. Sakai, N. Koike, A. Uemura and K. Yazaki for their help in the field and Q. Han
for helpful comments.
References
1. Chapin FS. 1980 The mineral-nutrition of wild
plants. Annu. Rev. Ecol. Syst. 11, 233–260.
(doi:10.1146/annurev.es.11.110180.001313)
2. Chabot BF, Hicks DJ. 1982 The ecology of leaf life
spans. Annu. Rev. Ecol. Syst. 13, 229–259.
(doi:10.1146/annurev.es.13.110182.001305)
3. Abrams MD, Mostoller SA. 1995 Gas exchange, leaf
structure and nitrogen in contrasting successional
tree species growing in open and understory sites
during a drought. Tree Physiol. 15, 361–370.
(doi:10.1093/treephys/15.6.361)
4. Reich PB, Walters MB, Ellsworth DS. 1997 From
tropics to tundra: global convergence in plant
functioning. Proc. Natl Acad. Sci. USA 94,
13 730–13 734. (doi:10.1073/pnas.94.25.
13730)
5. Wright I et al. 2004 The worldwide leaf economics
spectrum. Nature 428, 821–827. (doi:10.1038/
nature02403)
6. Sakschewski B, von Bloh W, Boit A, Rammig A,
Kattge J, Poorter L, Penuelas J, Thonicke K. 2015
Leaf and stem economics spectra drive diversity of
functional plant traits in a dynamic global
vegetation model. Glob. Change Biol. 21, 2711–2725.
(doi:10.1111/gcb.12870)
7. Van Bodegom PM, Douma JC, Witte JPM, Ordoñez
JC, Bartholomeus RP, Aerts R. 2012 Going beyond
limitations of plant functional types when
predicting global ecosystem-atmosphere fluxes:
exploring the merits of traits-based approaches.
Global Ecol. Biogeogr. 21, 625–636. (doi:10.1111/j.
1466-8238.2011.00717.x)
8. Kikuzawa K. 1991 A cost-benefit analysis of leaf
habit and leaf longevity of trees and their
geographical pattern. Am. Nat. 138, 1250–1263.
(doi:10.1086/285281)
9. Jurik TW, Briggs GM, Gates DM. 1988 Springtime
recovery of photosynthetic activity of white-pine
in Michigan. Can. J. Bot. 66, 138–141. (doi:10.1139/
b88-021)
10. Ishida A, Nakano T, Uemura A, Yamashita N, Tanabe
H, Koike N. 2001 Light-use properties in two
sun-adapted shrubs with contrasting canopy
structures. Tree Physiol. 21, 497–504. (doi:10.1093/
treephys/21.8.497)
11. Körner C. 1999 Alpine plant life: functional plant
ecology of high mountain ecosystems. Berlin,
Germany: Springer.
12. AdamsWWIII, Demmig-Adams B, Rosenstiel TN,
Brightwell AK, Ebbert V. 2002 Photosynthesis and
photoprotection in overwintering plants. Plant Biol.
4, 545–557. (doi:10.1055/s-2002-35434)
13. Yasumura Y, Ishida A. 2011 Temporal variation in leaf
nitrogen partitioning of a broad-leaved evergreen
tree, Quercus myrsinaefolia. J. Plant Res. 124,
115–123. (doi:10.1007/s10265-010-0358-x)
14. Abrams MD. 1988 Sources of variation in osmotic
potentials with special reference to North American
tree species. Forest Sci. 34, 1030–1046.
15. Harayama H, Ikeda T, Ishida A, Yamamoto S-I. 2006
Seasonal variations in water relations in
current-year leaves of evergreen trees with delayed
greening. Tree Physiol. 26, 1025–1033. (doi:10.1093/
treephys/26.8.1025)
16. Ishida A, Uemura A, Koike N, Matsumoto Y, Hoe AL.
1999 Interactive effects of leaf age and self-shading
on leaf structure, photosynthetic capacity and
chlorophyll fluorescence in the rain forest tree,
Dryobalanops aromatica. Tree Physiol. 19, 741–747.
(doi:10.1093/treephys/19.11.741)
17. Givnish TJ. 2002 Adaptive significance of evergreen
vs. deciduous leaves: solving the triple paradox.
Silva Fenn. 36, 703–743. (doi:10.14214/sf.535)
18. Dungan RJ, Duncan RP, Whitehead D. 2003
Investigating leaf lifespans with interval-censored
failure time analysis. New Phytol. 158, 593–600.
(doi:10.1046/j.1469-8137.2003.00772.x)
19. Ackerly D. 2004 Functional strategies of chaparral
shrubs in relation to seasonal water deficit and
disturbance. Ecol. Monogr. 74, 25–44. (doi:10.1890/
03-4022)
20. Šesták Z. 1981 Leaf ontogeny and photosynthesis.
In Physiological processes limiting plant productivity
(ed. CB Johnson), pp. 147–158. London, UK:
Butterworths.
21. Yamashita N, Koike N, Ishida A. 2002 Leaf
ontogenetic dependence of light acclimation in
invasive and native subtropical trees of different
successional status. Plant Cell Environ. 25,
1341–1356. (doi:10.1046/j.1365-3040.2002.
00907.x)
22. Uemura A, Ishida A, Matsumoto Y. 2005 Simulated
seasonal changes of CO2 and H2O exchange at the
top canopies of two Fagus trees in a
winter-deciduous forest, Japan. Forest Ecol. Manage.
212, 230–242. (doi:10.1016/j.foreco.2005.03.035)




23. Warren CR. 2006 Why does photosynthesis decrease
with needle age in Pinus pinaster? Trees-Struct.
Funct. 20, 157–164. (doi:10.1007/s00468-005-
0021-7)
24. Miyazawa S, Satomi S, Terashima I. 1998 Slow leaf
development of evergreen broad-leaved tree
species in Japanese warm temperate forests. Annu.
Bot. 82, 859–869. (doi:10.1006/anbo.1998.0770)
25. Ishida A, Nakano T, Yazaki K, Matsuki S, Koike N,
Lauenstein D, Shimizu M, Yamashita N. 2008
Coordination between leaf and stem traits related
to leaf carbon gain and hydraulics across 32
drought-tolerant angiosperms. Oecologia 156,
193–202. (doi:10.1007/s00442-008-0965-6)
26. Wright IJ et al. 2005 Assessing the generality of
global leaf trait relationships. New Phytol. 166,
485–496. (doi:10.1111/j.1469-8137.2005.01349.x)
27. Wright I et al. 2005 Modulation of leaf economic
traits and trait relationships by climate. Global Ecol.
Biogeogr. 14, 411–421. (doi:10.1111/j.1466-822x.
2005.00172.x)
28. Santiago LS, Wright SJ. 2007 Leaf functional traits of
tropical forest plants in relation to growth form.
Funct. Ecol. 21, 19–27. (doi:10.1111/j.1365-2435.
2006.01218.x)
29. Reich P, Oleksyn J, Wright I. 2009 Leaf phosphorus
influences the photosynthesis-nitrogen relation: a
cross-biome analysis of 314 species. Oecologia
160, 207–212. (doi:10.1007/s00442-009-
1291-3)
30. Wright IJ, Reich PB, Westoby M. 2001 Strategy shifts
in leaf physiology, structure and nutrient content
between species of high- and low-rainfall and high-
and low-nutrient habitats. Funct. Ecol. 15, 423–434.
(doi:10.1046/j.0269-8463.2001.00542.x)
31. Niinemets U, Kull K. 2003 Leaf structure vs. nutrient
relationships vary with soil conditions in temperate
shrubs and trees. Acta. Oecol. 24, 209–219.
(doi:10.1016/s1146-609x(03)00094-8)
32. Heberling JM, Fridley JD. 2012 Biogeographic
constraints on the world-wide leaf economics
spectrum. Global Ecol. Biogeogr. 21, 1137–1146.
(doi:10.1111/j.1466-8238.2012.00761.x)
33. Niinemets U. 2015 Is there a species spectrum
within the world-wide leaf economics spectrum?
Major variations in leaf functional traits in the
Mediterranean sclerophyll Quercus ilex. New Phytol.
205, 79–96. (doi:10.1111/nph.13001)
34. Abrams MD. 1990 Adaptations and responses to
drought in Quercus species of North America.
Tree Physiol. 7, 227–238. (doi:10.1093/treephys/
7.1-2-3-4.227)
35. Abrams MD, Kubiske ME. 1990 Leaf structural
characteristics of 31 hardwood and conifer tree
species in central Wisconsin: influence of light
regime and shade-tolerance rank. Forest Ecol.
Manage. 31, 245–253. (doi:10.1016/0378-
1127(90)90072-j)
36. Tanouchi H, Yamamoto S. 1995 Structure and
regeneration of canopy species in an old-growth
evergreen broad-leaved forest in Aya district,
southwestern Japan. Plant Ecol. 117, 51–60.
(doi:10.1007/bf00033258)
37. Yanagisawa N, Fujita N. 1999 Different distribution
patterns of woody species on a slope in relation to
vertical root distribution and dynamics of soil
moisture profiles. Ecol. Res. 14, 165–177.
(doi:10.1046/j.1440-1703.1999.00295.x)
38. Porra RJ, ThompsonWA, Kriedemann PE. 1989
Determination of accurate extinction coefficients
and simultaneous equations for assaying
chlorophylls a and b extracted with four different
solvents: verification of the concentration of
chlorophyll standards by atomic absorption
spectroscopy. Biochim. Biophys. Acta 975,
384–394. (doi:10.1016/S0005-2728(89)
80347-0)
39. Ackerly DD, Bazzaz FA. 1995 Leaf dynamics,
self-shading and carbon gain in seedlings of a
tropical pioneer tree. Oecologia 101, 289–298.
(doi:10.1007/bf00328814)
 on July 22, 2016http://rsos.royalsocietypublishing.org/Downloaded from 




Title: Overwintering evergreen oaks reverse typical relationships between leaf traits in a species 
spectrum 
 
More detailed results 
The developmental processes for leaf area, leaf mass per unit area (LMA), and chlorophyll (Chl) 
content per unit leaf area in the current-year leaves are shown in figure S1. How the leaf 
developmental processes were determined is shown in figure 1b, C. The abbreviations and units 
of variables related to the leaf traits are shown in Supplementary Table 3, and the mean values 
for each tree species are shown in Table S2. The timing of the leaf-bud break differed by 
approximately 2 months among species. Deciduous Quercus serrata showed a relatively early 
bud break in spring, and the leaf expansion was completed within 1 month. Evergreen Q. gilva, 
which had the earliest bud break, had the highest LMA and the longest maturation period for 
LMA, resulting in the second latest cessation of LMA increase among species. Therefore, early 
bud break was not necessarily related to early leaf maturation. These results result in the 
rejection of Hypothesis 1: i.e., in leaf phenology, hastening the timings of leaf bud break and the 
full expansion of leaves compensates for the delayed leaf maturation in the overwintering 
evergreen oaks in Japan. 
The correlations between the measured variables were examined (Table S1). Across the 
evergreen oaks, a later bud break was significantly (P < 0.05) associated with a shorter 
maturation period for LMA, a lower area-based nitrogen (N) and Chl content, and a smaller 
LMA (i.e., a thin lamina). However, the day of bud break was not associated with the days of 
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completion of leaf area or Chl and LMA development. A later cessation of leaf expansion was 
significantly (P < 0.05) associated with a low mass-based N (Nm), a high mass-based 
photosynthetic rate (Am), and a high N-based photosynthetic rate (PNUE). This finding indicates 
that late leaf maturation results in a low accumulation of N within leaves, but high Am and PNUE 
can compensate for low carbon gain during the growing season in the current-year leaves. As a 
result, the global positive correlation between Nm and Am was reversed in overwintering 
evergreen oaks in Japan (figure 4). Although LMA and leaf lifespan (LLS) are well-known 
fundamental parameters of leaf economy, a negative correlation was found only between LMA 
and day of year of bud break (DOYB) (P < 0.05), indicating that late leaf-bud break is associated 
with a thin lamina. These results indicate that current-year leaves with more delayed leaf 
maturation have low leaf N concentrations but a high N allocation to photosynthetic enzymes 
within leaves, enhancing the carbon gain during the reduced growing period. These results 
support Hypothesis 2: i.e., in leaf physiology, the allocation of leaf N is adjusted to compensate 
for the reduced growing period. 
In contrast, variables related to shoot morphology (TLA) were not significantly 
correlated with leaf physiology. Species with a late completion day for LMA (DOYLMA) or Chl 
(DOYChl) did not have leafy shoots but, rather, leafless shoots (TLA) (P < 0.15), indicating that 
the shoot morphology did not strongly contribute to compensating for the shortened growing 
season in Japanese evergreen oaks. These results lead to the rejection of Hypothesis 3: i.e., shoot 
morphology is not adjusted to compensate for the reduced growing period in overwintering 
evergreen oaks in Japan. 
 
  




Figure S1. Seasonally development processes in the current-year leaves. Seasonal changes for 
relative leaf size (red circles), leaf mass per unit area (LMA) (blue diamonds), and chlorophyll 
(Chl) content (green triangles) in the current-year old leaves. Q. serrata is a winter-deciduous 
oak tree, and the other trees are overwintering evergreen oaks. The data are shown in order of 
bud break in the four evergreen oaks (closed symbols) and a deciduous oak (open symbols). 
Logistic curves were fitted. The bars represent ±1 standard deviation (leaf size, n = 14 to 43; 
LMA and Chl, n = 7). The evergreen Q. gilva, which had the earliest bud break, had the highest 
LMA but the longest maturation period for LMA, resulting in the second latest cessation of LMA 
increase among species. 
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Figure S2. Seasonal changes for light-saturated photosynthetic rate based on leaf area in the 
current-year (closed symbols) and one-year leaves (open symbols). Fifth and fourth-order 
polynomial curves were fitted for the data in each current and one-year old leaves, respectively. 
We determined the values on the dates of bud break and of defoliation as 0. The bars represent 
±1 standard deviation (n = 7). 
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Table S1. Pearson's correlation for each pair of leaf traits. The data were log10 transformed. The coefficient coefficients (r) among all of the oaks (one 
deciduous and four evergreen oaks) are given in the upper-right section, and those among the four evergreen oaks are given in the lower-left section of the 
matrix. Significant or marginally significant coefficients of P < 0.05, P < 0.10, and P < 0.15 are shown in red, blue, and black bold letters, respectively. 
Non-significant coefficients (P ≥ 0.15) are shown in grey letters. The trait codes are shown in table S4. 
 DOYB DOYLE DOYChl DOYLMA MPLE MPChl MPLMA Aa Am PNUE Na Nm Chl LMA LLS TLA0 TLAall TLA0.BL 
DOYB DOYB 0.85 0.24 0.43 -0.91 -0.68 -0.76 -0.89 -0.16 0.08 -0.72 -0.65 -0.95 -0.43 0.03 -0.04 0.17 0.05 
DOYLE 0.84 DOYLE 0.58 0.62 -0.56 -0.35 -0.54 -0.63 -0.18 0.12 -0.56 -0.81 -0.90 -0.22 0.40 -0.53 -0.13 -0.45 
DOYChl 0.05 0.46 DOYChl 0.78 0.07 0.54 0.25 -0.13 -0.49 -0.31 0.22 -0.75 -0.20 0.48 0.95 -0.77 0.01 -0.88 
DOYLMA 0.49 0.88 0.77 DOYLMA -0.21 0.20 0.24 -0.55 -0.86 -0.68 0.27 -0.96 -0.29 0.60 0.82 -0.38 0.45 -0.62 
MPLE -0.91 -0.54 0.25 -0.10 MPLE 0.79 0.76 0.92 0.12 -0.02 0.68 0.40 0.79 0.49 0.24 -0.36 -0.39 -0.42 
MPChl -0.81 -0.49 0.53 -0.04 0.87 MPChl 0.85 0.64 -0.26 -0.35 0.80 0.02 0.70 0.74 0.68 -0.47 -0.06 -0.64 
MPLMA -1.00 -0.82 0.01 -0.46 0.92 0.85 MPLMA 0.51 -0.50 -0.65 0.99 0.03 0.85 0.91 0.51 -0.10 0.27 -0.38 
Aa -0.91 -0.54 0.35 -0.08 0.99 0.94 0.92 Aa 0.48 0.31 0.42 0.67 0.72 0.14 -0.04 -0.28 -0.58 -0.21 
Am 0.63 0.95 0.66 0.98 -0.26 -0.21 -0.61 -0.25 Am 0.95 -0.57 0.72 -0.09 -0.80 -0.65 -0.04 -0.79 0.31 
PNUE 0.71 0.98 0.59 0.96 -0.37 -0.32 -0.69 -0.36 0.99 PNUE -0.73 0.48 -0.35 -0.86 -0.52 -0.23 -0.85 0.15 
Na -0.99 -0.89 -0.08 -0.57 0.86 0.80 0.99 0.87 -0.70 -0.78 Na 0.01 0.85 0.93 0.49 0.00 0.39 -0.31 
Nm -0.79 -1.00 -0.51 -0.92 0.47 0.43 0.77 0.47 -0.97 -0.99 0.85 Nm 0.54 -0.36 -0.72 0.42 -0.33 0.57 
Chl -0.97 -0.94 -0.18 -0.67 0.79 0.74 0.97 0.79 -0.79 -0.85 0.99 0.91 Chl 0.59 0.04 0.21 0.14 0.04 
LMA -0.99 -0.81 0.04 -0.45 0.92 0.87 1.00 0.93 -0.59 -0.68 0.99 0.76 0.96 LMA 0.72 -0.15 0.49 -0.50 
LLS -0.31 0.15 0.93 0.58 0.59 0.79 0.37 0.67 0.43 0.33 0.28 -0.22 0.17 0.40 LLS -0.69 0.14 -0.89 
TLA0 0.01 -0.52 -0.89 -0.86 -0.40 -0.46 -0.05 -0.43 -0.76 -0.68 0.07 0.59 0.20 -0.07 -0.88 TLA0 0.61 0.93 
TLAall -0.05 -0.59 -0.73 -0.88 -0.36 -0.28 0.03 -0.35 -0.80 -0.73 0.16 0.65 0.29 0.02 -0.72 0.96 TLAall 0.31 
TLA0.BL 0.22 -0.33 -0.87 -0.74 -0.58 -0.62 -0.26 -0.61 -0.61 -0.51 -0.14 0.41 -0.01 -0.28 -0.93 0.98 0.92 TLA0.BL 
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Table S2. Summary of the examined variables for each species (mean and 1 standard deviation). The trait codes and units are shown in table S4. 
The significant variations among species are tested with ANOVA in each variable, and the significant differences in each species are compared 





Trait Q. acuta Q. gilva Q. glauca Q. salicina   Q. serrata 
Aa 11.9  ± 0.8a 16.0  ± 0.4b 12.1  ± 1.1a 10.3  ± 1.8a 
 
15.7  ± 1.8b 
Am 93.0  ± 6.3a 99.8  ± 2.5a 90.0  ± 8.4a 109.4  ± 19.4a 
 
189.8  ± 13.8b 
PNUE 68.9  ± 4.7a 75.5  ± 1.9ab 65.2  ± 6.1a 92.3  ± 16.2b 
 
121.7  ± 13.7c 
Nm 1.89  ± 0.05a 1.85  ± 0.09a 1.93  ± 0.06a 1.68  ± 0.04b 
 
2.26  ± 0.13c 
Na 0.173  ± 0.011a 0.213  ± 0.017b 0.186  ± 0.011a 0.113  ± 0.007c 
 
0.129  ± 0.006c 
LMA 128.1  ± 10.2a 160.8  ± 5.9b 134.4  ± 5.5a 93.8  ± 4.7c 
 
80.6  ± 7.7d 
Chl 477.7 ± 72.0ab 550.2 ± 35.4b 513.1 ± 67.4ab 282.6 ± 25.1c  469.7 ± 21.0a 
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52 
  
TLA0 0.0466  ± 0.0097a 0.0165  ± 0.0024b 0.0649  ± 0.0140c 0.0241  ± 0.0065b 
 
0.0396  ± 0.0045a 
TLAall 0.0867  ± 0.0193a 0.0486  ± 0.0083b 0.0834  ± 0.0692a 0.0541  ± 0.0055ab 
 
0.0396  ± 0.0045b 
TLA0.BL 0.189  ± 0.024ab 0.085  ± 0.020c 0.231  ± 0.012a 0.138  ± 0.064b   0.238  ± 0.058a 
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Table S3. Estimated annual carbon gain of current-year and one-year old shoot (μmol 
m-2 year-1), calculated from light-saturated yearly seasonal changes of photosynthetic 
rate based on individual leaf area (figure S2) and total leaf area of current-year and 
one-year old shoot, respectively. 
Species Current-year old 
shoot 
One-year old shoot One-year old/Current 
year old (%) 
Q. acuta 142.9  61.9  43% 
Q. gilva 47.7  28.2  59% 
Q. glauca 140.2  26.7  19% 
Q. salicina 62.6  27.0  43% 
Q. serrata 52.3  0.0  0% 
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Table S4. Abbreviations and units of the examined variables. 
Code Definition Unit 
Leaf physiological parameters 
Aa Photosynthetic capacity based on leaf area μmol m-2 s-1 
Am Photosynthetic capacity based on leaf dry mass nmol g-1 s-1 
PNUE Photosynthetic capacity based on leaf nitrogen 
(photosynthetic nitrogen use efficiency) 
μmol mol-1 s-1 
Nm Nitrogen content per unit leaf dry mass % 
Na Nitrogen content per unit leaf area mol m-2 
LMA Leaf dry mass per unit area g m-2 
Chl Chlorophyll a and b contents per unit area μmol m-2 
LLS Leaf lifespan month 
Leaf phenological and developmental parameters 
DOYB Day of year in bud break (date) 
DOYLE Day of year in completion of leaf expansion (date) 
DOYChl Day of year in completion of Chl accumulation (date) 
DOYLMA Day of year in completion of LMA development (date) 
MPLE Maturation day period from bud break to the 
completion of leaf expansion 
day 
MPChl Maturation day period from bud break to the 
completion of Chl accumulation 
day 
MPLMA Maturation day period from bud break to the 
completion of LMA increase 
day 
Shoot morphological parameters 
TLA0 Total leaf area in a current-year shoot m2 
TLAALL Total leaf area in a shoot (all aged leaves) m2 
TLA0.BL Total leaf area per branch length in a current-year 
shoot 
m2 m-1 
 
